Abstract Steroid estrogens such as 17β-Estradiol (E 2 ) and 17α-Ethynylestradiol (EE 2 ) are highly potent estrogens that widely detected in environmental samples. Mathematical modelling such as concentration addition (CA) and estradiol equivalent concentration (EEQ) models are usually associated with measuring techniques to assess risk, predict the mixture response and evaluate the estrogenic activity of mixture. Wastewater has played a crucial role because wastewater treatment plant (WWTP) is the major sources of estrogenic activity in aquatic environment. The aims of this is to determine E 2 and EE 2 concentrations in six WWTPs effluent, to predict the estrogenic activity of the WWTPs effluent using CA and EEQ models where lastly the effectiveness of two models is evaluated. Results showed that all the six WWTPs effluent had relative high E 2 concentration (35.1-85.2 ng/L) compared to EE 2 (0.02-1.0 ng/L). The estrogenic activity predicted by CA model was similar among the six WWTPs (105.4 ng/L), due to the similarity of individual dose potency ratio calculated by respective WWTPs. The predicted total EEQ was ranged from 35.1 EEQ-ng/L to 85.3 EEQ-ng/L, explained by high E 2 concentration in WWTPs effluent and E 2 EEF value that standardized to 1.0 μg/L. The CA model is more effective than EEQ model in estrogenic activity prediction because EEQ model used less data and causes disassociation from the predicted behavior. Although both models predicted relative high estrogenic activity in WWTPs effluent, dilution effects in receiving river may lower the estrogenic response to aquatic inhabitants.
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Introduction
Endocrine disrupting chemicals (EDCs) are widely detected in the environmental water samples, involving surface waters and wastewater from treatment plants (WWTPs). Among the large groups of EDCs present in the aquatic environment, only 17β-estradiol (E 2 ) and 17α-ethynylestradiol (EE 2 ) are the most potent in estrogenic potency and widely detected (Desbrow et al. 1998; Racz and Goel 2009 ). These pollutants (E 2 and EE 2 ) have high affinity to estrogen receptor, mimicking the normal function of natural estrogen and disrupting the endocrine and reproductive systems (Yang et al. 2014) . Both E 2 and EE 2 are largely excreted by human and animals in urine and feces as active free forms or inactive glucuronide and sulfate conjugates, which eventually end up in the aquatic environment through discharge of wastewater treatment plant (WWTP) effluent or direct disposal from animal waste. Due to increased population and resulted higher WWTP effluent discharges, the occurrence of E 2 and EE 2 in the aquatic environment could lead to negative effects on ecosystem and living beings even at low ng/L levels because E 2 and EE 2 have been identified as the major sources of estrogenic activity (Combalbert and HernandezRaquet (2010) ; Atkinson et al. 2012) . The occurrence of E 2 and EE 2 has been associated with fish feminization (synthesis and secretion of vitellogenin), fertility reduction, reproduction and behavior modifications, as well as increase of breast and testicular cancer in humans (Pereira et al. 2011; Silva et al. 2012; Martinez et al. 2012) . Since these chemicals (E 2 and EE 2 ) also have the potential to bioaccumulate and enter the food chain (Hibberd et al. 2009; Magi et al. 2010) , the European Commission had included E 2 and EE 2 as "Watch List" in Water Framework Directive 2013/39/EU because of their significant risk to the aquatic environment.
In perspectives of environmental risk assessment, mixtures of chemicals are expected to induce greater biological effects than single chemical, and thus required to consider the combined activity of chemicals (Thorpe et al. 2006 ). According to Yang et al. (2014) , both E 2 and EE 2 seldom exist individually in any environmental compartments, and caused combined adverse effects on aquatic organisms or humans. Sumpter et al. (2006) highlighted that direct measuring of effects by analytical monitoring is expensive and time consuming approach, which may fraught with difficulties during study design, data analysis and interpretation. An alternative approach will be predicting the effects by using combination of mathematical modeling and measuring techniques, for the greatest confidence in risk assessment (Johnson et al. 2008) . Basically, concentration addition (CA) model is the best-known and widely used models in mixture toxicity research (USEPA 2000) . The CA model implicitly assumes that chemical mixtures contribute to toxicity through a common mechanism of action. The concept of CA is that, the chemicals present in a mixture contribute to a total mixture concentration which is then used to predict the mixture response (Bermudez et al. 2012) . The toxicity of mixture is calculated based upon CA concept, that requires assessing the relative contribution of each single toxicant and depends on the steepness of the doseeffect curve of each substance. On the other hand, estradiol equivalent concentration (EEQ) model, which is a derived approach of CA, has generally been used to evaluate the total estrogenic activity of chemical mixture in recent years. The EEQ model simplifies the calculation process by summing the component concentration after adjusting them for each chemical's potency (Pojana et al. 2007; Yang et al. 2014 ). This EEQ model gives the assumption that one compound in the mixture can be replaced with a proportional amount of another compound in terms of their potency (Ezechias and Cajthaml 2016) . In brief, applications of these models allow for easier and quick interpretation of effect-based wastewater quality monitoring data. To date, there are limited studies which have applied mathematical modeling via CA and EEQ models to predict the estrogenic activity of estrogens mixtures in WWTPs effluent. Rider and LeBlanc (2005) used the concept of CA to assess the toxicity of chemical mixtures, which is a ternary mixture of pesticides chemical. Hadrup et al. (2013) also applied CA model to predict the effects of in vitro sex hormone synthesis based on environmental chemical and pesticide mixtures. However, Bermudez et al. (2012) used both CA and EEQ models for prediction of estrogenic activity of environmental estrogens mixtures, such as mestranol, equilin, EE 2 , E 1 , E 2 , and estriol (E 3 ), but highlighted on concentrated animal feedlot operations waste. The CA and EEQ models has yet to be proved for the assessment of the estrogenic activity, namely E 2 and EE 2 mixtures contained in WWTPs effluent discharges.
Hence, the aims of this study were to determine steroid estrogens namely E 2 and EE 2 concentrations in six WWTPs effluent, to predict the estrogenic activity of the WWTPs effluent using CA and EEQ models where lastly the effectiveness of two models is evaluated for the most common biologically derived reagent antibodies binding effects.
Materials and methods

Wastewater treatment plants (WWTPs) effluent
The detail information on each secondary treatment type and their respective operating conditions were summarized in Table 1 . The WWTPs effluent samples were collected and analyzed, to assess the estrogenic activity of effluent discharged to receiving rivers. Grab samples were collected bimonthly from six WWTPs effluent in Selangor state of Malaysia. In brief, the effluent samples were stored in 1 L amber glass bottles added with 1% v/v methanol solution immediately, kept in a cool box, and transported to laboratory. Once reached laboratory, the effluent samples were filtered through 1.0 µm pore size glass fiber filter paper (Whatman GF/B), then stored the filtrates in refrigerator at 4°C, and performed the solid phase extraction (SPE) within 48 h.
For SPE, the C 18 cartridges were conditioned with 5 mL of methanol and 10 mL of distilled water before passed the filtrates through the cartridges, at a flow rate not exceeding 20 mL/min. The C 18 cartridges were then washed with 5 mL of distilled water, vacuum dried for approximately a minute, and washed again with 5 mL of hexane at a flow rate of 20 mL/min. Later, the C 18 cartridges were eluted by 5 mL of dichloromethane at a rate of 3 mL/min, followed by evaporate the eluting solvents to dry under gentle stream of nitrogen gas. Subsequently, the residue after evaporation was added with 1 mL of 100% methanol, stirred the mixture with a vortex, and then poured the methanol solutions at flow rate of 3 mL/min into aminopropyl (NH 2 ) cartridges that have been rinsed with 5 mL of methanol solution beforehand as preconditioning. Since steroid estrogens are not retained by NH 2 cartridges, the eluates of the loaded samples were kept in a tube, combined with the remaining steroid estrogens in the NH 2 cartridges which were eluted with 5 mL of methanol. Again, the tube containing eluting solvent was evaporated to dryness under a gentle stream of nitrogen gas. Next, the dry residue was added with 100 µL of 100% methanol and stirred the mixture with a vortex. After mixing, distilled water (900 µL) was added to adjust the content at 10% methanol (v/v). At last, 1 mL aqueous solutions (10% methanol) was kept in 1.5 mL vials and stored at −20°C in freezer until further analysis. The ELISA analysis was carried out within 40 days as suggested by United States Environmental Protection Agency (USEPA) Method 1698.
Enzyme-linked immunosorbent assay (ELISA)
The ELISA is categorized as immunoassay, which is a test based on competitive reaction between the analyzed steroid estrogens and a specific monoclonal antibody, where the concentration is precisely calculated from the response intensity of absorbance (Mauricio et al. 2006) . The ELISA was employed in this study because Fang et al. (2016) reviewed that ELISA was currently appears to be the most reliable for quantification of steroid estrogens in environmental samples due to its rapidity, lower detection limit, simplicity, and cost effectiveness. Hence, Estrogen (ES) and Ethynylestradiol (EE 2 ) ELISA kits manufactured by Tokiwa Chemical Japan were used in this study to quantify E 2 and EE 2 , respectively. The mixtures of E 2 and EE 2 in WWTPs effluent is assessed in this study because they had been included as "Watch List" in Water Framework Directive 2013/39/EU due to their adverse effects to aquatic inhabitants and their wide usage in synthetic estrogenic medication and estrogen replacement therapy.
Before carry out the ELISA analysis, the ELISA kits and vials filled with 1 mL of aqueous solutions (10% methanol) were left at room temperature to thaw for approximately half an hour. The measuring principle for ELISA is based on competitive reaction, chromogenic reaction, followed by quantitative analysis. For competitive reaction, 1 mL aqueous solutions (10% methanol) containing E 2 (or EE 2 ) was mixed with enzyme conjugate solution respectively, and then added to specific antibody-coated microplate wells where competition reaction occurred for the limited number of binding sites of specific antibodies immobilized on the surface of the microplate wells. The competitive reaction was held for 60 min at 18-25°C. For chromogenic reaction, the unbound E 2 (or EE 2 ) and excess enzyme conjugate were washed out using specific wash solution provided by the kit, followed by adding chromogenic substrate where the antibody-bound enzyme labeled E 2 (or EE 2 ) is catalyzed to a colored product. The color development was held for 30 min at 18-25°C before terminate the reaction with a stop solution. For quantitative analysis, the absorbance of solution in each well was measured with microplate reader (Chromate 4300 ELISA reader) at 450 nm within 15 min of color development termination.
The ELISA assay was calibrated using the standard solutions supplied with the kit prior the analysis. The four- Activated sludge with 3-steps feed Municipal Air Hitam River 6.6 ± 0.2 6.9 ± 0.1 14.9 ± 1.9 34.6 ± 0.7 Hospital point calibration curve for E 2 and EE 2 standard (0.05-3.00 μg/L) with their respective conjugates were used for quantification. The calibration curves obtained were linear, providing E 2 to have correlation coefficient (r 2 ) values greater than 0.98 and EE 2 has r 2 values greater than 0.99. Besides, the lower limit of detection was 1.00 ng/L for E 2 and 0.01 ng/L for EE 2 , whilst the level of blank contamination was 0.50 ng/L for E 2 and 0.001 ng/L for EE 2 . For better accuracy, these kits were assayed for intra-assay reproducibility through assaying duplicates of the same sample on a single-assay plate. Hence, all the samples, including blank and spike samples were analyzed in duplicates. Table 2 shows the concept of CA model was based on both dose equivalence principle and the sham combination principle.
Concentration addition (CA) model
Hence, the additive effect of compounds A (E 2 ) and B (EE 2 ) can be expressed as Eq. (1):
where E A is measured on the dose-effect curve of compound A (E 2 ), (a + a b ) corresponds to the dose A giving the effect E AB , and respectively same for compound B (EE 2 ). Given the assumption, the compounds have a constant potency ratio [Eq. (2)], because dose-effect curves are parallel and have a constant ratio of doses at every level of effect, and hence have equal individual drug maximum effect.
Therefore, the combination effect E AB and single doses A and B can be expressed by substituting Eq. (2) into eq. (3), and lead to the most influential mathematical relation of Loewe's additivity [Eq. (4)]:
where a and b are the concentrations of compounds A (E 2 ) and B (EE 2 ) respectively in the combined dose, A and B are the respective concentrations of compounds A (E 2 ) and B (EE 2 ) that produce the same effect as the drug concentration. Briefly, Loewe additivity identifies the concentration ratio of a single compound and its combination with another compound, which assumes two compounds target the same pathway or molecule. The combination mixtures can be related through the combination index (CI) in accordance to mass action law derived by Chou and Talalay (1984) if both compounds A (E 2 ) and B (EE 2 ) do not mutually interact, which can be expressed as Eq. (5):
Hence, CI < 1 indicates synergetic, CI = 1 indicates additive, and CI > 1 indicates antagonistic. To evaluate the mixture combination effect by the CI, dose-response curve for compounds A (E 2 ) and B (EE 2 ) is required. The doseresponse curve for compounds A (E 2 ) and compound B (EE 2 ) was plotted in GraphPad Prism version 7 (GraphPad Software, La Jolla, USA), where the Hill coefficient (h) and half maximal effective concentration (EC 50 ) were obtained. The EC 50 value for E 2 and EE 2 is 1.788e −9 and 7.291e −10 , respectively. The h value which determines the steepness of dose-response curve is −1.381 for E 2 and −1.059 for EE 2 , respectively. The effect of single compound, E, is modeled by Hill function as Eq. (6): Foucquier and Guedj (2015) where E max is the maximum effect, c is the compound concentration, h is the Hill coefficient which determine the steepness of dose-response curve, and EC 50 is the half maximal effective concentration exerts by E. The additive effect at any compound concentration is predicted by substituting Eq. (6) into Eq. (4), which was then expressed as Eq. (7):
Estradiol equivalent concentration (EEQ) model
Estradiol equivalent concentration (EEQ) model is a derived approach of CA by simplifying the calculation process of component concentration calculation after adjusting their component potency (Yang et al. 2014 ). The EEQ model can be expressed as Eq. (8):
where C mix is the sum of concentrations of compounds in the mixture, c i is the known concentration of compound i in the mixture, and EC 50;E2 EC 50 i known as estrogen equivalency factor (EEF) is the relative potency of compound i based on the estradiol, E 2 . Since this study was carried out by using immunoassay, published EEF value was employed in this study, with E 2 at 1.000 ug/L and EE 2 at 0.1709 ug/L obtained from Cespedes et al. (2004) study that performed by using recombinant yeast assay (rYES). Table 3 shows the concentrations of E 2 and EE 2 present in six WWTPs effluent. The WWTPs effluent concentration for E 2 (at the range of 35.1 to 85.2 ng/L) was relatively high as compared to EE 2 (at the range of 0.02 to 1.0 ng/L). This may because these six WWTPs influent is mainly originated from municipal wastewater discharge. The E 2 is naturally metabolized in liver and excreted largely by human in urine and feces, as well as wide consumption of oral contraceptive pills or application of hormone therapy (Manickum and John 2015) . Besides, E 2 has log octanol-water partition (K ow ) value of 3.9, which is lower than EE 2 (4.2), indicated low dissolution in water and sorption on sludge (Lai et al. 2000) . Based on Young et al. (2004) , E 2 was more persistent in WWTP effluent but will completely mineralized in river, due to overall microbial activity or biodegradation that takes place in river. On the other hand, the relative low EE 2 concentration in WWTP effluent may be attributed to secondary nitrification treatment systems employed, that could enhance the oxidation of EE 2 into more hydrophobic compounds and have high sorption potential (Servos et al. 2005) . These E 2 and EE 2 concentrations in WWTPs effluent of Malaysia are similar to those reported by Ra et al. (2011) in South Korea and Manickum and John (2014) in South Africa. Figure 1 illustrates the estrogenic activity predicted by both CA and EEQ models. The total estrogenic activity (EEQt) calculated by using EEQ model was relative high, at the range of 35.1 EEQ-ng/L to 85.3 EEQ-ng/L. By taking into consideration the results tabulated in Table 3 , it could be affirmed that the greatest contributing compound to the total EEQ is E 2 . This can be explained by its high concentration in WWTPs effluent and high EEF value that has standardized to 1.0 μg/L which could enhance the significant EEQt value (Tan et al. 2007; Vega-Morales et al. 2013 ). The EEF value for E 2 had standardized to 1.0 μg/L was attributed to the ratio between EC 50 values for E 2 and EC 50 values for measured compound (E 2 ). Activated sludge with sequencing batch reactor (WWTP 1) has EEQt value of 85.3 EEQ-ng/L that will be discharged to Kerayong River, as an outcome of high E 2 and EE 2 concentrations in WWTP effluent, which may be attributed to short hydraulic retention time of SBR treatment system that decreases the contact between liquid phase and biomass, thus reduce sorption and biodegradation (Clara et al. 2005) . Activated sludge with 2-steps feed (WWTP 2) has EEQt value of 85.2 EEQ-ng/L that will be discharged to Gombak River, as a result of high E 2 and EE 2 concentrations in WWTP effluent due to adsorption and desorption process involving activated sludge (Avbersek et al. 2011) . Activated sludge with oxidation ditch (WWTP 3) has EEQt value of 35.1 EEQ-ng/L that will be discharged to Kuyoh River, which is relative low among the six WWTPs. This discrepancy may due to long retention time and aerobic nature of treatment system that increase the sorption potential and resulted low E 2 and EE 2 concentrations in WWTP effluent (Hashimoto et al. 2007 ). Activated sludge with extended aeration (WWTP 4) has EEQt value of 77.9 EEQ-ng/L that will be discharged to Air Hitam River, because of high E 2 and EE 2 concentrations in WWTP effluent due to poor removal rate of treatment system (Silva et al. 2012 ). Besides, WWTP 5 (activated sludge with 1 step-feed) and WWTP 6 (activated sludge with 3 steps-feed) has EEQt value of 79.8 EEQ-ng/L and 84.8 EEQ-ng/L that will be discharged to Air Hitam River, respectively. These findings may be attributed to high E 2 and EE 2 concentrations quantified in WWTPs effluent. Figure 1 also shows that the estrogenic activity calculated by using CA model was relative high (105.4 ng/L) and similar among the six WWTPs. By referring to the result tabulated in Table 3 , despite WWTP 3 has relative low E 2 and EE 2 concentration in effluent, WWTP 3 has similar estrogenic activity with WWTP 1, WWTP 2, WWTP 4, WWTP 5, and WWTP 6. CA model output may be attributed to the effects of dose potency ratio, because the calculated individual dose potency ratio either a A or b B (also termed toxic unit) is similar when compared between the six WWTPs, respectively. In present study, all the six WWTPs had individual dose potency ratio of 28.1 for compound A (E 2 ) and 77.3 for compound B (EE 2 ) respectively, which was not constant and can be explained by unparallel individual log dose-response curve plotted (Tallarida 2012) . Based on Scholze et al. (2014) , the unparallel with apical endpoints may due to the differences in the toxicokinetic and toxicodynamic behavior of E 2 and EE 2 . According to Backhaus and Faust (2012) , CA model is also referred to toxic unit summation, where the overall toxic unit is referred as risk quotient which denotes the ratio between the total mixture concentration and a pre-defined effect concentration, or similar measures such as No Observed Effect Concentrations (NOECs), or environmental quality standards (EQS-values). Thus, the toxic unit of the mixture greater than 1 indicates that the concentration of mixture exceeds the pre-defined effect level. In this study however, the estrogenic activity predicted by CA model was greater than 1, which may due to the competitive binding of analyzed steroid estrogens to a specific monoclonal antibody and create a false impression of antagonism (Yang et al. 2014) .
Result and Discussion
By comparing between CA and EEQ models, the study output showed that EEQ model was slightly poorer in predicting the estrogenic activity than CA model (Fig. 1) . This is because EEQ model (required data for compound concentration and published EEF value) used less data than the CA model (required data for compound concentration, EC 50 value, and Hill coefficient value obtained from the dose-response curve), which could be attributed to some of the disassociation from the predicted behavior (Bermudez et al. 2012) . On the other hand, estrogenic activity predicted by CA model was slightly greater than EEQ model (Fig. 1) . Kortenkamp (2007) mentioned that overestimation during risk assessment is more preferable than underestimation because it is important to avoid false negative. Yet, the EEQ model still can generally recommended in environmental study because it was easily employed and feasible to calculate the estrogenic activity (Yang et al. 2014) . With regards to the relative high estrogenic activity predicted by both EEQ model and CA model in WWTPs effluent, dilution effects usually take place in receiving river, and thus result lower estrogenic response to aquatic inhabitants (Koh et al. 2008; Jarosova et al. 2014) . Based on Aerni et al. (2004) , the concentrations for E 2 and EE 2 could be ten times less when the dilution of the WWTPs effluent in the receiving rivers is taken into account. The dilution effect will usually elevate as rainfall increases, which may lead to high microbial activity and high biodegradation capacity (Chen et al. 2010; Manickum and John 2014) . Barel-Cohen et al. (2006) also emphasized that the estrogenic activity could be reduced by reason of adsorption, biodegradation, and photolytic activities in river. Apart from that, the operating condition of WWTPs effluent as tabulated in Table 1 proven that the estrogenic activity in WWTPs effluent could be further reduced. The total suspended solid (TSS) in these six WWTPs effluent were range from 2.8 mg/L to 14.7 mg/L, indicated that estrogenic activity could be further reduced through absorption of steroid estrogens onto organic-rich solid phase of TSS (Zhang et al. 2011) . The pH in these six WWTPs effluent (between 6.8 and 6.9) could denote further removal of estrogenic activity because the rate of sorption mechanisms is optimized (Clara et al. 2005) . The oxidation reduction potential (ORP) in these six WWTPs effluent (at the range of −26.8 mV to 14.9 mV) indicated further removal of estrogenic activity because oxygen which act as oxidizing agent that presence in WWTPs effluent could further oxidized steroid estrogens into more hydrophobic compounds (Layton et al. 2000) . Besides, the temperature in these six WWTPs effluent (range from 32.5 to 34.6°C) were relative high, could denotes further removal of estrogenic activity. This is because high temperature will elevate the metabolic rate of microorganisms in wastewater (Mohagheghian et al. 2014) .
In general, both CA and EEQ models are appropriate for predicting the estrogenic activity of E 2 and EE 2 mixtures, attributed to their quick and reliable way of getting the same information. Besides, the mathematical model calculation based on EC 50 value that derived from individual compound does not pose particular problems in ecotoxicology because such values are statistically highly reliable measures (Kortenkamp et al. 2009 ). However, the application of CA and EEQ models to predict the total estrogenic activity of a real-world WWTP effluent mixture is more challenging due to the complex chemical matrices involved. Barreiros et al. (2016) highlighted that the quantification of steroid estrogens by immunoassay do not consider the potential interactions with other chemicals, where unknown chemicals may have effect on the overall estrogenic activity. In present study, only two estrogenic compounds were focused and quantified, however there are other estrogenic compounds (estrone, estriol, other steroidal estrogens, conjugates of steroidal estrogens, phyoestrogens) and industrial chemicals (bisphenol A, phathalates) that are capable of invoking the estrogenic response have shown to presence in WWTPs effluent (Tanaka et al. 2001; Pawlowski et al. 2003; Aerni et al. 2004; Liney et al. 2005) . Likewise, the occurrence of antagonists and/or other chemicals in WWTPs effluent that inhibit the estrogen responsive pathway may alter the estrogenic potency of the mixture, which could lead to a reduction in estrogenic activity (Thorpe et al. 2006 ).
Conclusion
The current study has quantified all the six WWTPs effluent had relative high E 2 concentrations (at the range of 35.1 to 85.2 ng/L) compared to EE 2 (at the range of 0.02 to 1.0 ng/L). The total estrogenic activity (EEQt) predicted by EEQ model was range from 35.1 EEQ-ng/L to 85.3 EEQ-ng/L. 17β-estradiol had been confirmed as the contributing compound to the total EEQ due to its high concentration in WWTPs effluent and high EEF value which has standardized to 1.0 ug/L. The estrogenic activity predicted by CA model was 105.4 ng/L, which was similar among the six WWTPs despite WWTP 3 had relative low steroid estrogens concentration in effluent, that may explained by the similarity of individual dose potency ratio calculated from respective WWTPs. By comparison, CA model is more effective in estrogenic activity prediction than EEQ model, because EEQ model used less data than the CA model which could be attributed to some of the disassociation from the predicted behavior. Even though both CA model and EEQ model had relative high estrogenic activity in WWTPs effluent, dilution effects usually take place in receiving river, which may lower the estrogenic response to aquatic inhabitants. However, the application of CA model and EEQ model to predict the total estrogenic activity of a realworld WWTP effluent mixture, is more challenging due to the complex chemical matrices involved. Hence, future work should necessitate the identification of other estrogenic compounds or industrial chemicals that may present in WWTPs effluent and interfere the estrogenic activity.
